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In this paper we describe a method with which antibody-secreting hybridomas were produced from fusions performed as early as 3 days after a single injection of 500 infective larvae of the filarial parasite Brugia malayi or 500 microfilariae of Onchocerca cervicalis. The method, which involves an intrasplenic injection ( Spitz et al., 1984, loc. cit.) . The peritoneal membrane was sutured and the skin was closed with Autoclips (Clay Adams, Parsippany, New Jersey). Splenectomy was performed 3 or 4 days later.
To determine the maximum intrasplenic residence time of injected parasites, 2 groups of 20 mice were given 2,500 microfilariae or 50 thirdstage larvae. Spleens were removed from groups of 6 mice on days 1, 2, and 7 after injection, teased apart in medium RPMI-1640 with antibiotics, and inspected after 4 hr incubation at 37 C to detect motile parasites. The remaining 4 spleens were extracted on days 1 and 7 and formalin fixed. Serial sections (5 /m) were obtained from these spleens, stained with hematoxylin/ eosin, and examined under the microscope. In a further experiment 2 groups of 3 mice were given 13,000 microfilariae or 300 larvae, respectively. Spleens were inspected both for the presence of motile parasites, or in sections as above on day 1 after injection.
The basic procedure for cell fusion was adapted from that of Fazekas de St. Groth and Scheidegger (1980, Journal of Immunological Methods 35: 1-21). Hybridomas were screened as above at least twice for antibody production, between days 10 and 14 after fusion. Cells from positive wells were cloned by limiting dilution within 5-10 days of screening, and recloned once thereafter.
To produce monoclonal antibodies to surface and secreted antigens of B. malayi infective larvae, spleen cells were fused 3 days after an intrasplenic injection of approximately 500 living larvae. Fusion efficiency assessed 10 days after the fusion was 12 hybridoma colonies/ 106 spleen cells, with an average number of 2.5 colonies/ well. Culture supernatants from 6 wells (2.5%) were positive in an ELISA using B. malayi ES antigens, and the supernatants of 2 wells (0.8%) contained antibodies that reacted with the surface of living larvae as determined by immunofluorescence (Table I ). In addition, an ELISA using an extract ofB. malayi adult worms yielded 7 positive wells (2.8%) ( Table I ). All but 1 of the anti-ES antibodies reacted with the adult worm antigen extract. In contrast, antibodies reacting with the larval surface reacted neither with larval ES nor adult worm antigens. Two randomly selected hybridomas secreting anti-ES antibodies, and the 2 showing anti-surface reactivity were cloned as described above. All 4 monoclonal antibodies were found to be IgM (Fig. 1) .
Monoclonal antibodies to secreted antigens of microfilariae of 0. cervicalis were obtained from spleen cells fused 4 days after an intrasplenic injection of about 500 living microfilariae. In this case the fusion efficiency was 40 hybridoma colonies/106 spleen cells, with an average number of 5.2 colonies/well. Screening by ELISA with ES antigens from 0. cervicalis microfilariae yielded a total of 14 positive wells (5%) ( Table  I) . Cells from 4 of these wells were cloned as described. All secreted IgM antibodies.
Antigens on the surface and in the secretions of parasitic helminths have been shown to stimulate protective immunity (Silberstein and Des 
